pBl 



287 Bfr Bl 
287 Ns/t 
207 PpiJ^Ol 



AA¥Ni 5760 



Sap I 6226 



Psff 4776 
Sen 4770 
S«mHI 4764 
xmal 4759 
Sm9i 4759 
SO^I 4749 
NOQl 4749 
Ssf OSI 4749 
Sr7f 4747 
M«crl 4746 
HpBl 4570 



# 




Alias : pAS2DD 
ADDiication: 2HY (bait) 

S pccificiry : 
Scicctip n: ampicillin 
Conslnitrtcd bv : 



1285 Xemr 
1266 6seRI 



- 1748 09»& 
^ 1841 Pmi 

" 1956 ApaBl 
1956 
2124 091/361 
2174 as/ XI 



2660 Ovllf 
2986 /MMf 
2986 NgoMPJ 
3288 /\//vr 
3293 a:/ 13611 
3293 S0Gt 



BstB\ 4026 

dMBI 3797 



3364 Mtul 
3465 P^uMI 
3515 RieAi 



Ottgo 160 

I gagggtagtaacaaaggtcl AAAGACAGTTGACTGTATCGCCG GAA TIT AT 



Sfil 



Sma I 



BamHI 



Sail 



PstI 



O G CC ATO G AG GCC CCG GGG ATC CGT CGA CCT GCA GCC 

Oligo 161 



Ncol 

AAO CTA ATT |ccgggcgaalttcttat^ 



OUgo 160 5* GAGAGTAGTAACAAAGGTC3' 
OUgo 161 5' CATAAGAAATTCGCCCGG 3' 



FIGURE I 



pB5 



267 Bfir Bl 
287 l 
287 P^IOI 



P 

s|sa 



o 
m 



Atwm 5601 



Sap I 6267 



Psit 4617 
Bsp 1201 4805 
At>Bl 4605 
•S/Ff 4797 
P0C\ 4766 
dsmHt 4762 
Sp^\ 4774 
£»9l 4767 
Atoft 4766 
S0CII 4764 
Af/c/1131 4764 
•5^1 4753 
S^l 4749 
Atool 4749 
Af«Cl 4746 

4670 




Mfl$:pAS2DDNSl 
AppligfltiW- 2HY (bail) 
Backbone : pAS2DD 
Soccificiiy : Sfi non-oriented 
Selection : ampictllin 
CoKiptnictg^.bY: SW 



1265 Xemi 

1266 BseRt 



- 1746 89 El 
' 1641 Pmtl 

' 1956 AP0BI 
1956 8^ API 
2124 BsuMl 
2174 BsfKi 



2966 #^MIV 
3269 NfVl 
3293 £cn36ll 
3283 Sac I 
3384 Mful 
3465 P)CM/MI 
3515 /«9AI 



BstBl 4026 

fiMBI 3797 



OUgo 160 

gagagtagtaacaaaggtcjAAAGACAGTTGACTGTATCGCCG GAA TTT ATG 



Sfi I Spcl Bam HI 



G CC ATG GC C GCA OGG GCC GCG GCC GC A CTA GTG GGG ATC C 
Ncol Notl 

STOP SB I Psel 



TT AAT 



TAA 



GGG CCA CTG GGG CCC CTC GAC CTG CAG CCA 



Pad 

Oligo 161 



AGC TAA TT ccgggcgaatncttatej 



OUgo 160 5' GAGAGTAGTAACAAAGGTC3* 
OUgo 161 5* CATAAGAAATTCGCCCGG 3' 



FIGURE 2 



pB6 



267 BfrBl 
267 Ns/\ 
267 Ppu 101 



p. 



O 
sy 



>IAvNt 5601 



54pl 6267^ 



Pet I 4617 
a^12CN 4805 
Apal 4605 
•Sfffl 4707 
Pael 4788 
DomHI 4762 
^1 4774 
£891 4767 
Noti 4766 
StfeU 4764 
M9v113l 4764 
•Sffl 4763 
S^l 4749 
AMI 4749 
Msol 4746 
Hpat 4670 




Aoplicarion: 2HY (bait) 
Backbone : pAS2DD 
SpeciTicitv: Sfi orioited 
Sskstifia- ampicillin 



1285 Xtmf 
1266 Sae Rl 



1746 asp& 
1641 pm/i 

1056 ApaBl 
1956 as/ API 
2124 aM/36t 
2174 Bar XI 



2880 DfBtU 
2866 N&9I 
2888 N^oMtSf 
3289 /^l 
3293 £c/136ri 
3293 SdCl 
3364 Mlu\ 
3465 PpuMt 
3516 



BstBX 

BaaBX 



3787 



OUgo 160 
gBgagtagtaaoaaaggtc 



AAAGACAGTTGACTGTATCGCCG GAATTT ATG 



Sfi I 



SacU 



Spel 



Bam HI 



G CC ATG G CC GOA CGG GCC GCG GCC GC A CTA GTG GGG ATC C 
Nco I Not I 




Sfi I 



Apa I 



PstI 



TT AAT (TVLaIgGG CCA CTGGOG CCC CTC GAC CTG CAG CCA 
OUgo 161 



Pad 

AGC TAA TT 



ccgggcgaatttcttatg 



Oligo 160 5*GAGAGTAGTAACAAAGGTC3' 
OIigol61 5'CATAAGAAATTCGCCCGG3' 



FIGURE 3 



pB13 



165 Bst Bl 



Ppy^O\ S290 
Nsl\ 5290 
BfrB\ 5290 



5/1*81 4936 



ABtW 4160 



iiJ 

V2 



Seal 3720 
^1 3609 




Qpfn\ 3327 
AMI 3237 



2760 Afwm 



651 So I 
651 Xho\ 
709 Hpai 
724 8«rGl 
865 Mac\ 
666 /Vcol 
666 Sly I 
903 M7tf113l 
903 Sac It 

905 Not\ 

906 £091 
913 Sp0\ 
921 BmHI 
927 P»c| 
944 

944 0^120) 
956 P8t\ 



1166 /VmI 
1166 A^MIV 



1440 Bsmf} 

1590 StfXI 
1604 £eoRV 
1646 Ssi/361 
1747 M/i»f 
1603 Xba\ 
1609 AP«BI 
1609 MAPI 
1929 PrrHl 
2171 Pw#|| 
2226 Sapi 
2349 A/7 ill 

2349 0spi^J^^\ 



Aiils:pOBT9NSI 
A ppliPEition : 2H Y (bait) 
BgfikbSBZS: ?GBT9 
Specifiei^ : Sfi non-oriented 
gclccdon : ampicillin 



OUgo 160 



gagagtagtaacaaaggtc AAAOACAOTTOACTGTATCGCCG GAA TTT ATG 



Sfi I 



Sacn 



Spel 



Bsunlfl 



OCC ATG OCC OCA GCG GCC GCG GCC GCA CTA GTO GGG ATC C 



Ncof 



Not I 



STOP 



Sfi I 



PstI 



TT AAT ItAaI GGG CCA CTG GGG CCC CTC GAC CTO CAG CCA 

OUgo 161 



Pad 



AOC TAA TT cx^gggcgaatttcttatg 



OllgolfiO 5* GAGAGTAGTAACAAAGGTC 3* 
Oligo 161 5' CATAAGAAATTCGCCCGG 3' 



FIGURE 4 



pB14 



165 Bsl Bl 



Ppu^O\ S290 
Nsil 6290 
dA-BJ 5290 



5m Bl 4936 



M\\ 4160 



Scat 3720 
Pwi 3609 



5 s 

o 




Ofimi 3327 
AAdI 3237 



2760 AfwNi 



651 Sc/l 
651 Xho\ 
709 Hpol 
724 Bsr Gl 
S65 A^ACI 
666 /^teol 
666 Stri 
903 A#;i/ii3J 
903 SfiCfl 
905 

906 £agi 
913 Sp9\ 
921 fl«mNI 
927 P»ci 
944 

944 ajpi20l 
956 Psii 



1166 /Vaei 
1166 /VgoMfV 



1440 asrrrFf 

1690 XI 
1604 £co RV 
1645 5«/36l 
1747 Mf9l 
1603 Xbal 
1609 Afi9Bl 
1609 BsfAPI 
1929 /^/l 
2171 Pvuii 
2226 S«;pl 
2349 M III 
2349 04PLU11I 



Aiias : PCBT9NS2 
AQplicatioii: 2H Y (b8it) 
Ba£kbCQ£: pCDT9 
SOTCifiCiCf> Sfi oriented 
Scfcciion : ampicillin 
CpffgffMffftf by: CR 



OUgo 160 



gagagtagtaaoaaaggtc AAAGACAOTTGACTGTATCGCCG GAA TTT ATG 



Sfi I 



SacU 



Spcl 



Bam HI 



G CC ATG GC C GGA COG OCC GCG GCC GC A CTA GTG GOG ATC C 
Nco I Not I 



STOP 



Sfi I 



Apa 1 



PstI 



TT AAT [t aaI GGG CCA CTO GGG CCC CTC GAC CTG CAG CCA 
Pad 



Oligo 161 



AOC TAA TT ccgggcgaatttcttatj 



OIigol60 5'GAGAGTAGTAACAAAGGTC3- 
OMgo 161 5' CATAAGAAATTCGCCCGG3' 



FIGURE 5 



pB20 



161 Bst Bi 



PpuiO\ 54S1 
A^S/I 5451 
D&B\ 6451 

mzarm 5445 

>lval 6445 



i 1^ 



A9ti\ 4321 



Seal 3861 
P)fui 3770 




447 Hindi 
447 Hps I 
456 6cri 
517 

759 Bsmt 
957 Pyrwl 
975 69/ If 
998 Xcml 
1045 EcD Rl 

1053 sni • 

1064 Bst DSI 
1064 Mlk/1131 
1064 Sac II 

1066 Noil 

1067 £«9l 
1074 3p9 I 
1062 dam HI 

1068 Poc I 
1097 SffI • 
1105 >^p«r| 
1105 Bsp 1201 
1117 PMI 

1329 iVMf 
1329 NgoMlV 



&Jm- pLexl0NS2 
A pplicaiioy> : 2HY (ball) 
BackboDc : pI^xIO (pB9) 
S^>ecifia^y: Sfi-oricnted 
Selection! ampicillin 
Constructed bv: LD 



fipml 3466 
Bsal 3470 
Ahdl 3398 



>IAyNI 2921 



1601 BsmFI 

1751 8«XI 
1606 asv 361 

1964 XZwl 
1970 Ap«BJ 
1970 BsiAPI 
2090 PynM 
2332 ri 
2367 Sop I 
2610 BspLU^V 



EcoRI 



Sfil 



Not I 



Spel 



BamHI 



GAA TTC OGO OCC OCA CGG GCC GCO GCC OCA CTA GTG OGG ATC C 
STOP 



TT AAT 
PacI 



TAA 



Sac II 

GOO CCA CTG GGG CCC CTC GAC CTG CAG 



Sfil 



PstI 



FIGURE 6 




PPI 



Bd\ 7d32 
Spel 7917 

Xdel 7633. — 



SnaB\ 7194 



Hpol 6552 



Nrul 6146 
a/pl 6111 
6ael 6056 



58966471 5776 

BstBlf 6622 
C/dt 5506 
Ag^i 6407 




377 BsaHl 
435 SC0l 



646 ds0t 
913 Ahd^ 



pPI 

4- 

81 34 base pairs 
Unique Sites 



EcoRV 4909 




Alias : pACTlUt 
ACTJjHttiPfl: 2HY (prey) 
I^Ckt>00g: pACni 

SffJeptioff: ampicillin 

gongffwgtwLhy: 



1392i4AifNI 



1928Sfl^l 

2059 TTfjim 
2157 fism Bl 



257S 3091 
2764 Rsril 



BsrGf 4536 



Onam 4092 



2905S9XAI 
2934 MtUi 
3094S/irl 
3096 /^/col 
3106 Smaf 
3106 Xmal 
3111 SamHI 
3117ecoRI 
3123 Ban 11 
3123£c/136l( 
3123 Saci 
3143 Sc/ 1 
3143 X7»pt 



cgtttggaatcactacage OATGTTTAATACCACTACAATGGATOATOTATATAACTATCTATT 



JC90 



cgatgatgaagataccccaccaaa 



Bgin 



CCCAAAAAAAGAGATCTGTATGGCTTACCCATACGATGTTCCAG 
Sfil Smal BomHI 

ATTACOCTAOCTTOGGTGGTCATATGO CC ATG G AG GCC CCG GGG ATC CGA ATT 

Ncol 

Sad Xhol Bgin 

CGA OCT CGA CTA GCT AGC TGA CTC GAG AGA TCT ATGAAT 



cgtagotactgaaaaaccoc 



GCAAOrr 



162 



cacttcaact ^catcg^ 



caccatctcaatttc 



ABS2 



53 



ABSl 5' CGTTTGGAATCACTACAGG 3* 

JC90 5' CGATGATGAAGATACCCCACCAAA3' 

162 5' GGGGmrrCAGTATCTACG 3 ' 

ABS2 5*CACGATGCACAGTTGAAGTG3* 

53 5' GAAATTGAG ATGGTGCACG ATGCAC 3 ' 



FIGURE 7 



pP2 



5c/t 7947 
Xbai 7548 — 1 



377 Bsa HI 
435 Seal 



5w8l 7209 



646 Bsat 
913 



m 



! — ■■ 



F52 



Mp0i 6567 



/Vn/I 6161 
a/pl 6126 
eeot 6071 



S»6G47I 5793 

BstEil S637 
091 6S21 
5422 




Appljc^ftOfl: 2HY (prey) 
Bnclcboiiy: pACTIIst 
Spccificitv rSfi non-oriented 
S^IWtw: ampiciliin 



1392 >V^NI 



1928 S0pl 

2059 7lf»111l 
2157 BsmBI 



EcoRV 4924 



fisrOI 4551 



D/9lJt 4107 



2676 Bsc I 

2764 Rsrfl 
2905 StfjrAf 
2834 Af/k/l 
3096 Ntaol 
3100 Sfl^ • 
3111 Af/a113r 
3111 SocH 
3129 SomHi 
3135 Pael 
3144 Sffl- 
3162 

3162 Ba/Tll 
3152 64P120I 
3166 5e/l 
3158 .>Oiol 



ABS] 



CO 



cgtttggaatcactacagg GATGTTTAATACCACTACAATGGATGATGTATATAACTATCTATT 



JC90 



I cgatgatgaagataccccaccaaa 



Bgin 

CCCAAAAAAAGAGATCTGTATGGCTTACCCATACGATGTTCCAG 

Sn I Sac II 



ATTACGCTAGCTTGOGTGGTCATATGG CC ATG GC C GCA GGO GCC GCG GCC GCA 

BamH I » . ' 

CTA GTG OQO ATC CTT AAT |TAa| GGG CCA CTG GGG CCC CTC GAGAOA TCT 



ATOAAT 



cgtagataetgaaoaaccce 



"Stop 
GCAAGTT 



cacttcaactktgcatcgtg 



162 ABS2 
ABSl 5' CGTTTGGAATCACTACAGG 3* 
JC90 5' CGATGATGAAGATACCCCACCAAA 3' 
162 5' GGGGTTTTTCAGTATCTACG 3* 
ABS2 5'CACGATGCACAGTTGAAGTG3' 
S3 5' G AAATTGAGATGGTGCACGATGCAC 3 ' 



caccatctcaatttc 



53 



FTGURE 8 



pP3 



Bc/I 7947 
Xbal 7646 ^ 



377 as»HI 

435 Seal 



SnBBt 7209 



846 BsBl 
913 ^VNfl 



b 
o 



li 



HpBi 6567 



/^l 6161 
S4»i 612G 
8691 6071 



Sm 66471 5793 
Bs/EJI 6637 

AgBl 6422 



392 A/mtNI 



1926 Sspt 




fkm\m%m' ^HY (prey) 
p^<jt^g; pACnist 
Spccificity rSfi oriented 
S^Jec^W: arapiciJlin 
Conitnicted hv:SW 



2059 TVillll 
2157 asm Br 



2575 a69 t 



BsrOt 4551 

Orstn 4107 



3111 Mri;113l 
3111 Sacl\ 
3129 B&mfil 
3135 pact 

3144 srri • 

3162 AfMl 
3152 San II 
3162 asp 1201 
3156 Sc/I 
3156 Xhol 



ABSl 



CO 



cgtttggaaicactacaggi OATGTTTAATACCACTACAATOGATGATOTATATAACTATCTATT 

Bgin 

CCCAiV^AAAAGAGATCTOTATGGCTTACCCATACOATOTTCCAG 

SB I Sac n 



JC90 



I cga^tgaagataccccaccaaa 



ATTACOCTAOCTTOOOTGOTCATATGG CC ATG GC C GGA COG GCC GCG GCC OCA 
BamH I P»c I 



CTA OTG OGG ATG CTT AAT |TAa) GGG CCA CTG GGG CCC CTC GAGAOA TCT 

Stop 

ATOAAT 



cgtagatactgaaaaacccc 



GCAAGTT 



cacttcaact ^gcatcgtg 



162 ABS2 
ABSl 5* CGTTTGGAATCACTACACG 3* 
JC90 S* CGATGATGAAGATACCCCACCAAA 3* 
162 5* GGGGTTTTTCAGTATCTACG 3* 
ABS2 S'CACGATGCACAGTTGAAGTG3' 
S3 S' GAAATT6AGATGGTGCACGATGCAC 3 ' 



53 



FIGURE 9 



} 0 

pP6 



356 0^1 

547 «*r|l 



Bsmi 7120 
fi^lOl 7091 
Ngomv 7011 
/Vael 7011 
Sfot 6d4$ 
/Vsn 6046 
KbsI 6945 
869 I 6945 
Pfefl 6609 
Stifl 6606 
6603 

^101 6506 
N0\ 6609 
SfrBf 6508 



Sn9B( 0^64 
8MAI 6164 



666 SoxAJ 
717 Affvl 
634 Ncol 
636 SffI • 
649 Mfi/1131 
649 StfCll 
651 Atori 
659 Spel 
667 fi«mHl 
662 Sn\ ' 
B90ApBi 
600 BArtll 
690 ddplZOI 
696 Soli 
696Xhof 
911 »6I 



1134 M8CI 



Alias : pGAD3S2XNSl 
AppUwfw: 2HY (prey) 
BfifikbCCtt: PCAD3S2X 
Specificity : Sfi Don-onentcd 
^election : ampicillin 



>torii. 6376 




aogi 4976 
PVWI 4627 



ABSl 



3151 
33M f>wtt 
S443 S^l 



2469 Aft tl 



2609 SsmFI 
2823 CStol 
2739 BM Ell 

2as2PnMi 

2683 Ppum 
2M3 SMeG47l 



^tOggaatcactacafsg OATOnTAATACCACTACAATGGATOATGTATATAACTATCTATT 



JC90 



cgetgatgaagata c ccca c caaa 



Sfi I 



CCCAAAAAAAGAGATCCTAGAACTA 
Sacn spel 



Bam HI 



GCC ATG OCC OCA GOO OCC OCG GCC GCA CTA GTQ GOG ATC C 



Ncol 
STOP 



Not I 



Sfi I 



Xbol 



Xbal 



TT AAT TAA 



GOG CCA CTG GGG CCC CTC GAG fTAOl CjTA Gf TG T qT AGf \ 

STOP STOP STOP 



OGCCCGGTACCCAATTCOCCCTATAGTGAGTCGTATTACAATTCACTGOCCO TCOTTTTA 



CAACGTCGTOACTGOGAAAACCCTGATCTATGAAT 



GTT 



cacRcaact g;tgoatogtg 



ABS2 



cgtagatactgaaaaacccc 



OCAA 



caccatctcaatttctttc 



162 



53 



ABSI 5'CGTrTGGAATCACTACAGG3' 

JC90 5' CGATGATCAAGATACCCCACCAAA 3 * 

162 S'GGGGTTTTTCAGTATCTACGS* 

ABS2 5* CACGATGCACAGTTGAAGTG 3' 

53 5' GAAATTGAGATGGTCCACGATGCAC3' 



FIGURE 10 



pP7 



3U Bsgt 

547 Rsrlt 



Bsmt 7120 
BpuiW 7091 
NgoMIV 7011 
Moel 70t1 
Sfol 6946 
6945 
/Owl 694$ 
a/wl 6945 
Psfr 6B09 
3on 6608 
5p/»l 6603 
fVH/IOf 0506 
Ate/I 6506 
AfrBI 6506 

4 

SnsBl 6154 
8saAI 6154 



666 &MA1 
717 MTuI 
634 Atol 
636 S/^( • 
649 M7(i1l3l 
649 Sacll 
651 Non 
658 S^l 
867 a^mHI 
662 Stfl ' 
090 Aptfl 
690 Banii 
890 asp 1201 
896 So l 
696 Xhot 
911 XbBi 



1134 MscI 



Alias : pGAD3S2XNS2 
AppHtTf^ftn- 2HY (prey) 
PftgXt?S?nc: pGAD3S2X 
Spg^ifigity: Sfi ori^tcd 
ScJection: amptcillin 
Constructed bvrSW 



Aaf II 5376 




acffl 4976 
PM/I 4627 



AMI 



ABSl 



4455 r 

AfwHI 3977 



cgtttggaatcactacagg 



2459 Ai7tl 

2609 asmFI 
2673 Ool 
2739 asTEII 
2902 P9im 
2663 

2683 66471 
316Y aeel 
3366 PwH 
3443 Sapl 



GATGTTTAATACCACTACAATGGATGATOTATATAACTATCTATT 



cgatgatgaagataccccaccaaa 



sm 



CCCAAAAAAAGAGATCCTAGAACTA 
Sacn 



Spcl 



Bam HI 



G CC ATO GC C GGA CGG GCCjQCG^GCC GCA CTA GTG GGO ATC C 
Nco I Not I 

STOP Sfil Xhol Xbal 

TT AAT ItaaI GGO CCA CTG GGG GCC CTC GAG ItagI dfA ot TG Tc fx AOK 

STOP STOP STOP 

GOCCCOGTACCCAATTCGCCCTATAGTGAGTCGTATTACAATTCACTGGCCGTCG 1 m A 



CAACGTCGTGACTGGGAAAACCCTGATCTATGAAT 
GTT 



cacttcaaci 



ABS2 



cgtagatactgaaaaacccc 



GCAA 



caccatctcaatctcttt 



162 



53 



ABSl 

JC90 

162 

ABS2 

S3 



5' CGTTTGGAATCACTACAGG 3' 

5' CGATCATCAACATACCCCACCAAA 3* 

5' GGGGTTTTTCAGTATCTACG 3* 

5' CACGATGCACAGTTGAAGTG3* 

5' GAAATTGAGATGGTGCACGATGCAC3* 

FIGURE 1 I 



Si 



D 



pCmAHLI 

plao \JV6 



cyeA' MCS ear Of f pi 6 A 
■MHHHHKS If I TizT^ 



1^ 1 384 



pT25 



pT18 



cyayA' MCS car OriplSA 
r K I 




Pst I BamH I Koo > 

gctgcagggtcgactctagaggacccccgggtacctaagsaactaagaattc 
AAGSTLEDPRVPK slop 




OriC 



Kpnf 



MCS 



tgggtaccgggccccccctcgaggtcgacggtatcgataagcttgatatcgaattcc 
WVP6PPSRSTVS I SL I SNS 



FIGURE 14 



o 



b 



Oh 



